Background: We investigated whether polymorphisms in the toll-like receptor genes or gene-gene interactions are associated with susceptibility to latent tuberculosis infection (LTBI) or subsequent pulmonary tuberculosis (PTB) in a Chinese population. Methods: Two matched case-control studies were undertaken. Previously reported polymorphisms in the toll-like receptors (TLRs) were compared between 422 healthy controls (HC) and 205 LTBI patients and between 205 LTBI patients and 109 PTB patients, to assess whether these polymorphisms and their interactions are associated with LTBI or PTB. A PCR-based restriction fragment length polymorphism analysis was used to detect genetic polymorphisms in the TLR genes. Nonparametric multifactor dimensionality reduction (MDR) was used to analyze the effects of interactions between complex disease genes and other genes or environmental factors.
Background
Mycobacterial infections remain a leading global health threat and are of major concern worldwide. The World Health Organization estimates that about one third of the world's population is infected with Mycobacterium tuberculosis (Mtb), and that about 1.4 million deaths from tuberculosis (TB) occur each year [1] . Approximately 10% of individuals infected with Mtb develop active pulmonary disease, suggesting that there are differences in the susceptibility or resistance to disease development among individuals [2] . The results of twin [3] and family-based studies [4] support the role of genetics in the development of pulmonary TB (PTB). Furthermore, both human and mouse studies of mycobacterial infections have identified several potential TB-susceptibility or -resistance loci, including genes involved in toll-like receptor (TLR) signaling [5] .
Bacterial infections typically result in the activation of the innate immune system as a first-line host defense mechanism. In humans, the TLRs contribute to this innate immune recognition of pathogens and shape the development of the adaptive immune response [5] . Mtb is initially recognized by TLR1, TLR2, TLR4, and TLR6, which then interact with the adaptor proteins MyD88 and toll-interleukin 1 receptor (TIR) domain containing adaptor protein (TIRAP) to activate macrophages and dendritic cells [6, 7] . TLRs play an integral role in the activation of the inflammatory cytokine signaling pathways and the adaptive immune response and as a result, have become biologically plausible candidate genes in studies of TB susceptibility [8] . Human genetic studies have also indicated that variants of the TLR pathway genes, including TLR1 [9] , TLR2 [10, 11] , TLR4 [12] , and TIRAP [13] , regulate the cellular immune response and may influence human susceptibility to Mtb in different populations [14] . However, these findings have not been replicated in different populations [15] , and this lack of information has hindered the discovery of genetic susceptibility factors for this disease. Therefore, it is essential that we investigate whether polymorphic variants of the TLRs are associated with susceptibility to TB in different populations, especially in areas with a high TB burden.
In China, as in the rest of the world, TB is a significant public health problem. In Shanghai, TB has a prevalence of about 7,000 newly reported cases each year [16] . In a previous study, we reported that more than 30% of latent tuberculosis infections (LTBIs) cannot be explained by socio-demographic or clinical factors, which suggests a role for genetic factors [17] . The identification of highrisk individuals among recently exposed/infected individuals is extremely important in TB control programs established to reduce the disease burden in communities. There is strong functional evidence of a genetic component involving the TLRs in human susceptibility to TB. Therefore, in the present study, we examined PTB patients, LTBI subjects, and healthy controls (HC) from the Han population in Shanghai to test the association between 16 single-nucleotide polymorphisms (SNPs) of TLR1, TLR2, TLR4, TLR6, and TLR9 and TB, to determine the possible association of these polymorphisms with disease susceptibility. We also investigated whether potential single-or multi-locus gene interactions or gene-environment interactions can predict the susceptibility to LTBI or PTB.
Methods

Subjects
The patients with PTB (n = 109), subjects with LTBI (n = 225), and HCs (n = 422) were recruited in the metropolitan area of Shanghai, one of the largest cities in China. The incidence rate of TB in Shanghai in 2008 was 24.6 per 100,000 inhabitants, according to the municipal Center for Disease Prevention and Control (CDC).
Between 2011 and 2012, a total of 109 PTB patients were recruited from seven district CDCs, the facilities responsible for TB case management, in Shanghai. The patients included in this study were newly diagnosed with TB from sputum smear examinations for acid-fast bacilli and/or the culture of Mtb in the hospitals designated to treat TB in these districts. The exclusion criteria for patients included a positive serological test for human immunodeficiency virus (HIV) infection, organ transplantation, primary immunodeficiency, cancer, and treatment with immunosuppressive drugs, endocrine disorders such as diabetes, autoimmune or chronic renal disease, and pleural, miliary, or meningeal TB.
In total, 225 LTBI subjects and 422 healthy individuals were matched to the PTB patients by age, sex, and residency in the same district, were used as the control subjects in the present study. The individuals with LTBI were identified from the contacts of the participating PTB patients at the time of their diagnosis, and were defined as individuals who had had prolonged, frequent, or intense contact with a registered TB patient while he or she was infectious. The infectious period was defined based on the U.S. CDC guidelines [18] . The individuals with LTBI were ≥ 18 years old, HIV-seronegative, and had a positive TSPOT.TB result, with no evidence of active tuberculosis. The HCs were required to have a negative TSPOT.TB result, with no evidence of active tuberculosis. The specific criteria for the enrollment of the controls were the absence of pulmonary lesions on chest radiography and no history of TB disease. The exclusion criteria for HCs were the presence of a productive cough for more than 2 weeks, a previous history of TB, age < 15 years, and the presence of any clinical TB symptoms during the 2 years of clinical follow-up.
This study was approved by the Institutional Review Board of Fudan School of Public Health, Shanghai, and written informed consent was obtained from all the participants before blood sampling and a questionnairebased interview.
Determination of sample size
The sample size and statistical power were calculated with the PASS software (version 12.0; NCSS LLS, Kaysville, UT), based on the following parameters: 80% power, α = 0.05, a polymorphism prevalence of 10%, an allelic odds ratio for TB/LTBI of 2 compared with the control, and a match ratio of 2:1. Using these parameters and assumptions, the minimum sample size for each group was estimated to be 100 for the PTB group, 200 for the LTBI group, and 400 for the HC group.
Study procedures
At the time of recruitment, the contacts of the TB patients were interviewed by trained community health workers and immediately afterwards, a 5-ml blood sample was taken from each for the TSPOT.TB assay. Individuals with TB symptoms or with a positive TSPOT.TB result were examined for TB disease with a radiological examination. The contacts were asked for their sociodemographic and clinical information. Vaccination with the bacillus Calmette-Guérin (BCG) vaccine was verified by the interviewer, who confirmed the presence of BCG scars. All data were recorded on a standardized questionnaire by the trained health workers in the district CDCs.
Blood samples and DNA isolation
We collected 5 ml of peripheral blood from each participant into a glass tube containing potassium ethylenediaminetetraacetate. Genomic DNA was extracted with the salting-out protocol, using ammonium acetate [19] . The optical density of the DNA was measured on a Nanodrop spectrophotometer and 25-50 ng of DNA was used for each PCR.
Genotyping
A PCR-based restriction fragment length polymorphism (PCR-RFLP) analysis was performed for TLR1 (SNP rs5743618), TLR2 (rs3804099, rs5743708, rs3804100, and rs1898830), TLR4 (rs4986790, rs4986791, rs11536889, rs10759932, rs7873784, and rs10759931), TLR6 (rs5743810), TLR8 (129) (rs3764879), TLR9 (rs5743836 and rs1870884), and TIRAP (rs8177374) using genomic DNA isolated from peripheral blood leucocytes. The forward (F) and reverse (R) primer sequences (Sungon, Shanghai, China) (Additional file 1: Table S1 ), and restriction enzymes (New England Biolabs, Inc., Ipswich, MA) were used to detect the restriction digestion patterns for the different alleles [13, 20, 21] . The PCRs were performed under the appropriate cycling conditions: initial denaturation at 95°C for 5 min, followed by 35 cycles of denaturation at 95°C for 30 s, annealing at the appropriate temperature for 30s, and extension at 72°C for 30 s, with a final extension at 72°C for 2 min. The annealing temperatures used were as follows: TLR1_1805: rs5743618 55°C; TLR2: rs3804099 65°C, rs5743708 65°C, rs3804100 63°C, and rs1898830 63°C; TLR4: rs4986790 56°C, rs4986791 56°C, rs11536889 54°C, rs10759932 54°C, rs7873784 55°C, and rs10759931 54°C; TLR6: rs5743810 52°C; TLR8_129: rs3764879 57°C; TLR9: rs5743836 59°C and rs1870884 60°C; and TIRAP: rs8177374 62°C. The PCR products were digested with the restriction endonucleases and the resulting fragments were separated by electrophoresis at 100 V on 3% agarose gel containing 0.5 mg/ml ethidium bromide, and visualized under UV light.
Statistical analysis
The data were double entered on a spreadsheet (Microsoft Excel) and any discrepancies were checked with the original questionnaire data to ensure data consistency. The clinical and demographic characteristics were compared among the three groups (PTB, LTBI, and HC) with ANOVA for continuous variables and with the χ 2 test or Fisher's exact test for categorical variables. p < 0.05 was considered significant.
The allele and genotype frequencies of each polymorphism were determined by direct counting. The genotype distributions for each polymorphism were then tested for Hardy-Weinberg equilibrium values with the χ 2 test. The genotype and allele frequencies of the different groups were compared by calculating the odds ratios and 95% confidence intervals (CI) in a conditional logistic regression model (STATA version 9.0; College Station, TX). The linkage disequilibrium (LD) coefficients D' and r 2 were then calculated for the multi-locus polymorphisms studied in TLR2 and TLR4 to determine any co-segregation. The associations between the haplotypes and LTBI or TB were tested by calculating the logistic regression (adjustments) statistic and the corresponding p values and odds ratios (ORs) with 95% confidence intervals (CIs) using the SNPStats software (http://bioinfo.iconcologia.net/SNPstats/) [22] . The relationships between the TLR polymorphisms and the risk of PTB or LTBI were evaluated with the nonparametric MDR method [23] . Each best model was tested for its accuracy, cross-validation consistency, and significance level, determined with permutation testing, testing accuracy, and testing OR (95% CI) in the MDR analysis. Cross-validation consistency was defined as the number of cross-validation replicates (partitions) in which the same n-locus model was chosen as the best model (i.e., the number of replicates in which the classification error was minimized). Bonferroni corrections were applied to multiple comparisons. The level of significant was p < 0.003125 (0.05/16).
Results
Demographic data of the participants
The baseline characteristics of the study populations are summarized in Table 1 . The age and sex distributions were very similar in all three groups. There was a significant difference between the PTB group and the LTBI group in the proportion of participants who had undergone BCG vaccination (87.2% versus 95.1%, respectively; p = 0.01).
SNP analysis
The genotype frequency distributions for all 16 SNPs investigated were consistent with Hardy-Weinberg equilibrium in all three groups, except SNPs rs3804100 (p = 0.012) and rs5743836 (p = 0.023) in the LTBI group, and rs7873784 in the LTBI (p = 0.0328) and PTB (p = 0.0375) groups.
The genotype and allele distributions were first compared between the HC and PTB groups. When we compared the genotype and allele distributions between the HC and LTBI groups, we found that the following genotypes and alleles showed significant associations with LTBI: rs3804100 (CC, p < 0.001; OR = 2.262; 95% CI = 1.433-3.570; C, p < 0.001; OR = 1.566; 95% CI = 1.233-1.990) and rs5743836 (TC, p = 0.002; OR = 1.664; 95% CI = 1.201-2.306).
There were no significant differences in the genotype or allele frequencies between the PTB patients and LTBI subjects. No other SNPs differed significantly in their genotypes (Table 2) or allele frequencies (Table 3) between the PTB patients, the LTBI subjects, and the HCs.
Haplotype analysis
Two haplotype block sets in TLR2 and TLR4 were identified with the haplotype analysis ( Table 4) . We selected four polymorphisms in TLR2 and eight polymorphisms in TLR4 after setting the threshold for the LD coefficient (D' > 0.80; Figure 1 ). The haplotype frequencies of TLR4 were significantly higher in the PTB group than in the LTBI group, for rs10759931/ rs10759932 (AT, p < 0.001, OR = 2.00, 95% CI = 1.221-3.289) and rs4986790/rs4986791 (AT, p < 0.001, OR = 3.59, 95% CI = 1.570-8.565). However, the frequencies of the other haplotypes of TLR2 and TLR4 did not differ significantly among the three groups.
Gene-gene and gene-environment interactions evaluated with nonparametric MDR
After cross-validation and permutation tests of the genegene and gene-environment interactions in relation to the LTBI group, the best models included a one-marker model (rs5743836) with 56% balanced accuracy and 9/10 crossvalidation consistency, a two-marker model (rs3804100, rs1898830) with 69% balanced accuracy and 10/10 crossvalidation consistency, and a three-marker model (rs3804100, rs1898830, rs10759931) with 80% balanced accuracy and 10/10 cross-validation consistency ( Table 5 ). The interaction dendrogram also indicated a synergistic effect between rs3804100 and rs10759931.
Regarding the role of these interactions in predicting PTB, we identified a one-marker model (BCG vaccination) that had maximum cross-validation consistency and a maximum prediction accuracy of 61%, a twomarker model (rs10759932, rs7873784) with 76% balanced accuracy and a cross-validation consistency of 100% in predicting PTB risk (p = 0.0024 based on 1000-fold permutation testing), and a three-marker model (rs10759932, rs7873784, rs10759931) with 84% balanced accuracy and a cross-validation consistency of 100% (Table 5 ). The interaction dendrogram shows the amount of information obtained about LTBI versus HC using MDR, and indicates a synergistic effect between rs10759932 and rs7873784.
Discussion
Shanghai is a city with a moderate incidence of TB, reaching 33.7 per 100,000 population in 1999 and 26.3 per 100,000 in 2000. Under these circumstances, all children born in Shanghai are routinely vaccinated with the BCG vaccine soon after birth. Therefore, the tuberculin skin test has a high positive rate in China, but a positive tuberculin skin test does not conclusively distinguish between exposure via contact with Mtb and exposure via BCG vaccination. Therefore, in this study, we used the TSPOT.TB test to differentiate between LTBI subjects and individuals who were not infected with Mtb. We examined 16 markers in seven TLR-related genes for their association with PTB or LTBI. These six TLRs were selected because there is strong biological evidence of their roles in disease susceptibility. We observed statistically significant associations between TLR2, TLR4, and TLR9 and susceptibility to PTB or LTBI.
The essential role of TLR2 against mycobacterial infection has been demonstrated in vivo by the rapid death [24, 25] and higher Mtb burden in TLR2-deficient mice [25] . Therefore, it is reasonable to suggest that a subtle reduction in the expression of TLR2 could also make human more susceptible to the development of TB. In this study, the genotype and allele distributions of TLR2 (rs3804100) differed significantly between the LTBI and HC groups, and this may be the first report of an association between rs3804100 and LTBI in China. These data suggest that a defective TLR2 gene is a causative factor for increased susceptibility to LTBI and its subsequent progression to PTB disease. Therefore, the detection of this polymorphism among TB patients may provide important information in the assessment of their risk profiles for susceptibility to TB. We found that the Arg753Gln (rs5743708) polymorphism was a risk factor for TB in our Chinese population, which is slightly different from the results of other studies of Vietnamese patients with TB meningitis [26] , Turkish patients with TB [11, 27] , and a Croatian Caucasian population [10] . This discrepancy may result from differences in the TB diagnostic criteria used, the genetics of the populations studied, or differences in sample sizes or analytic approaches used. Several investigators have studied the roles of TLR4 genetic polymorphisms in major infectious diseases, including TB. In the present study, the rs7873784 polymorphism showed a strong association with PTB in our Chinese population. As reported previously in studies of Chinese [28] , Indonesian [29] , and Vietnamese populations [30] , the 299Gly mutation was almost absent in the present study. However, the AG genotype of rs4986791 was related to PTB disease. This genetic variation in rs4986791 could alter the extracellular domain of the protein, which may modulate the interaction of ligands, such as lipopolysaccharide, with TLR4 [31] , leading to an impaired immune response and aggravated infection. The LD observed between the two TLR4 variants (rs4986790 and rs4986791) in the HC population (D' = 0.82) was also relatively weaker than the LD reported among European, Japanese, and other populations (D' > 0.9). This discrepancy could result from different environmental and pathogen-induced selection pressures, causing racespecific differences in the patterns of evolutionary distribution. The two cosegregating mutations, Thr399Ile and Asp299Gly, which occur in the ectoplasmic leucine-rich repeat domain of TLR4, are significantly associated with a reduced cytokine response to lipopolysaccharide stimulation [32] and increased susceptibility to a variety of infections [33, 34] by affecting the extracellular domain of TLR4 [35] . We also found that SNP rs7873784, in the 3′-untranslated region (3UTR) of TLR4, was significantly associated with PTB in the study population. The effect of the rs7873784 variant on TB has not been described before. However, rs7873784 was shown to be associated with a reduced risk of prostate cancer in an American population [36] . Together with the results of the present study, these findings imply that the 3′-UTR SNP rs7873784 potentially influences the development of various diseases, making it a good candidate functional SNP. TLR9 is also known to play an important role in the activation of the innate immune system. It is the receptor for viral and bacterial CpG DNA motifs, and several studies have shown that the binding of TLR9 is necessary to drive the Th1 immune response [37, 38] . In the present study, the TLR9 polymorphism rs5743836 was associated with the risk of LTBI. This polymorphism in TLR9 has been consistently associated with increased transcriptional activity [39, 40] , supporting the notion that rs5743836 enhances TLR9 function and increases susceptibility to LTBI. TIRAP has two isoforms, both of which have a Cterminal TIR domain that mediates signals from TLR2 and TLR4. However, in the present study, no association was observed between the TIRAP polymorphism (975C/T) Ser180Leu and PTB or LTBI.
Because TLR6 mediates the recognition of lipopeptides when it forms a heterodimer with TLR2, we also examined the TLR6 745C/T (rs5743810) polymorphism and observed a lower frequency of the C allele in the PTB and LTBI groups than in the HC group. However, the frequency was too low for a proper statistical evaluation, so the possible association between this TLR6 polymorphism and human susceptibility to TB disease is yet to be confirmed in a Chinese population.
Several loci usually contribute to the phenotypes expressed in complex diseases, including TB. Therefore, it is important to identify gene-gene interactions (epistasis), because they may more accurately predict the risk of disease than single genes. In the present study, an MDR analysis was used to predict potential gene-gene and gene-environment interactions that may partly determine the complex phenotypes produced by Mtb pathogenesis. We found that rs3804100, rs1898830, and rs10759931 were associated with LTBI, whereas rs10759932, rs7873784, and rs10759931 were associated with PTB. These findings are consistent with the recently identified links between TLRs and the innate immune response to Mtb, i.e., the relationship between TLR signaling, the upregulated expression of the vitamin D receptor, and the vitamin-D-mediated killing of intracellular Mtb by the antimicrobial peptide cathelicidin [41] . However, these SNPs cannot be used to interpret the immunological findings that pertain to LTBI and subsequent PTB. Nonetheless, as noted above, they suggest that different cytokine pathways are important in LTBI and PTB. Further studies are required to determine whether these polymorphisms can account for this epidemiological finding.
The strength of this study was the differentiation of LTBI cases from HCs, which provided an opportunity to analyze the impact of TLR polymorphisms on the susceptibility to both LTBI and PTB. However, this study had some limitations. The individuals in the three groups were not matched for other risk factors (e.g., BCG vaccination), so their susceptibility to PTB and LTBI may have resulted not only from genetic factors. However, gene-gene and gene-environment interactions were evaluated in relation to LTBI and PTB. Furthermore, a few SNPs identified in the LTBI and PTB groups deviated slightly from HardyWeinberg equilibrium in the HC group. However, these deviations were not significant (p > 0.01) and did not suggest significant genotyping errors. The observed deviations from Hardy-Weinberg equilibrium in the TLR polymorphisms in this Chinese population may indicate a functional effect, suggesting that more power may be necessary to observe such associations in China. We acknowledge that an important limitation of our study is the small sample size, which may also have a significant impact on observed statistical significance. This is the case of SNP rs5743708, where homozygotes for the minor allele were not detected and minimal heterozygotes' frequency fluctuations would obliterate the positive association result. Replication by independent studies with adequately powered sample size, will be necessary to confirm or refute our findings.
Conclusion
Taken together, our results suggest that polymorphisms in TLR2 influence the risk of LTBI and subsequent PTB in the Chinese population, and that variations in TLR4 and TLR9 influence the risk of LTBI and PTB disease, respectively. Clarification of the precise roles that these genes play in TB susceptibility will require the isolation of functional variants of TLR2, TLR4, and TLR9 that can explain these variations. Epidemiological studies and basic and genetic research will extend our understanding of the critical determinants of host susceptibility to Mtb in different populations, and may provide new insights into the effects of genetic heterogeneity on the development of the different stages of TB.
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